The callus produced by C7 was used selected for further study. The HPLC study revealed that the quantity of lupeol present in callus extract was more compared to the wild plant extract of Hemidesmus indicus.
Introduction
In vitro propagation is an important tool for rapid multiplication of medicinal plants as well as for the production of secondary metabolites. Tissue culture will ensure that the sources of the medicinal plants will not be exhausted or overexploited for their secondary metabolites. This is because the number of wild plants will not be affected due to overharvesting of the respective plants.
Moreover the medicinal properties of a plant can be retained or increased via in vitro techniques. By adjusting phytohormones concentrations in the medium, differences in amount, rate, and growth patterns of explants were observed Unani preparations against disease of biliousness, blood diseases, diarrhea, skin diseases, respiratory diseases, fever, bronchitis, eye diseases, burning sensation, rheumatism and gastric disorders 3 . The roots served as the remedy for leprosy, syphilis, leucoderma, asthma, dysentery, fever and blood, kidney and urinary diseases and root extracts have been found to exhibit various pharmacological 
Materials and Methods

Plant material
Hemidesmus indicus roots were collected from Sanjeevani botanical garden Bhopal, Madhya Pradesh in the month of January 2012. The collected plant material was identified by the Grow Tips Biotech Research Centre, Bhopal.
Preparation of callus
The root segments were excised from the micro propagated plant for 
Preparation of extracts
The shade dried, and powdered roots (500g) and dried callus were subjected to successive extraction in a soxhlet extractor using petroleum ether, ethanol and distilled water. The extracts were filtered, and the filtrates were concentrated under reduced pressure to obtain the extracts as solid residues [10] [11] [12] . The ethanol extract of root and callus were stored in refrigerator for further use.
High Performance Liquid Chromatography (HPLC)
The HPLC analyses were carried out using a Waters LC system (Milford, Massachusetts, USA) comprising a quaternary pump, an on-line degasser, an autosampler and a photodiode array detector model 2998. Chromatographic separation was carried out with a Luna C8 reverse phase column (250 x 4.6 mm, 5 µm) purchased from Phenomenex (Phenomenex Inc., Torrance, CA, USA). The mobile phase was composed of acetonitrile-acetic acid (99.99:0.01, v/v) at flow rate of 0.8 mL min -1 . The injection volume was set to 30 µL, the temperature at 23-25 °C and the run time at 38 min. The detector was set at wavelength 254 nm 13 .
Results and Discussions
Standardize the medium and growth regulators for callus culture from different explants
Sterile root explants (young and old) excised from micro propagated shoot culture were used for the induction of callus experiment.
Horizontally segments of 1.5-2.0 cm long below the terminal end of the root segment, were used as explants for the induction of callus.
Callus induction frequency was determined for different media by pooling the values over different accessions. Of the different media tested, callus induction was observed in every medium.
Effects of auxin and cytokinin on induction and growth of callus
The small, compact and slow growing callus was preliminary The HPLC chromatogram exhibited that quantity of lupeol present in callus extract was more compared to the wild plant extract of
Hemidesmus indicus (Fig 1 and Fig 2) ..
Moreover this developed chromatogram can be used as
fingerprinting for lupeol present in Hemidesmus indicus. This chromatograph will help as standard chromatogram in future studies.
Hence this chromatogram can be used as fingerprint for the compound obtained from this plant.
This method possesses the advantages of simplicity, rapidity, high sensitivity and good reproducibility and will be applicable to the quality control of Hemidesmus indicus.
Lupeol has been shown to exhibit various pharmacological activities under in vitro and in vivo conditions. These include its beneficial activity against inflammation, cancer, arthritis, diabetes, heart diseases, renal toxicity and hepatic toxicity 16, 17 . There is a need for further investigations on the other plant source as well as optimization of their in vitro cultures.
From this report it strongly shows that the extracts which were .
Fig 1 HPLC chromatogram of ethanol extracts of root of Hemidesmus indicus
Fig 2 HPLC chromatogram of ethanol extracts of callus of Hemidesmus indicus
Conclusions
The highest percentage of callus induction was observed in MS medium (C7) containing 1.0 mg/l NAA with highest callus growth in terms of fresh weight which resulted in soft friable callus. The HPLC study revealed that the quantity of lupeol present in callus extract was more compared to the wild plant extract of Hemidesmus indicus.
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